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n 50 Hill cooperativity coefficient at half saturation 
177
Hemoglobin purification and hemoglobin heterogeneity 179 RBC were shipped on dry ice from Can Tho University to Aarhus University for in vitro studies.
180
Water was added and lysed RBC were centrifuged at 8,100 g for 10 min to separate Hb from quantified by densitometric analysis using Image J. 
252
(ΔH app =-28.3 kcal mol -1 at pH e 7.6), which was greater than for stripped Hb (Fig. 4) whereas addition of ATP decreased Hb-O 2 affinity slightly at lowered pH i (Fig. 1, 4) .
267
The Bohr factors of Hb and blood, decreased at higher temperatures (Fig. 2) . Addition
268
of ATP increased the Bohr factor markedly, whereas addition of Cl -had little effect (Fig. 2) 
273
(1)), which is similar to that of human Hb (2). In agreement with Fig. 1 , Cl -did not bind to 274 oxygenation-linked binding sites on Hb, producing a near zero ΔH Cl- (Fig. 4) 
315
Blood O 2 -binding in P. hypophthalmus was strongly temperature dependent, such that
316
O 2 affinity falls markedly more with increased temperature than in other air-breathing fishes (Table 12 2). Unexpectedly, the temperature effect for blood is higher than for Hb (Fig. 4) We demonstrated that the Hb has low sensitivity to ATP above pH i 7.4 and to Cl -ions over the 338 whole physiological pH-range (Fig. 1, 4 below approximately pH i 7.4 (Fig. 1, 4 
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